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1. MICHFX NUSSriN2:WRlO. hereby doclaro a^ 

1. 1 Ain a llowarti llugbes IiivcsUgaior, Shcnnan FaircKlId Proressor and Senior 
Physician at Rockefeller UnivctsilyVlwylng receWw^ my Ph.D. dcgepc. from the Rockcrdler 
l/nlvcwUy In 1981 owl iny M.I). ddgiw= from Nw York Univcrsiiyt iiVlWl 1 recdvod 
posldoctoral medical ami sclcniinc irkinirig at Harvard UnivcrsiQ^. My full curTiculum vUac 
Hnltadiod hereto ns FjjIiIWi A. ! J ^ • ' 

2. My prinelpai area orn:seaich U lii Inimunbloar and aniong other positions I servo 
n< reviewer in numerous fundiiig agoncjca of many countries, including the Natlohal InslUuio 
orHi^?ja», Mnjvli of I>in"». Dana Founrtalion. 1 also haVo served as reviewer for nunuwous " 
jciciittiife journals, and I nm ilw f|dllOr of the Journal of BxiKrlmcnlal Medicine and the 
Jouirnal of Immunologic Methods. 

3. In iho oourso of ifiy aciivilics, I have been listed as inventor on several patent 
npiUIcations. mcluding the oho holcfl^^Wcnlltlcd "l-TNIIANCHD ANTIGHN DHLIVKRY 
AND MOnULAl lON OF Tllli iMMtii^fi RF-SPONSE Tf IBREF'ROM", having U.S. Serial 
Number 09/'925.284, which is a'conUmmiiiin-in-part application Serial Number 
09/386.70-I. riled on June 5, 2000, which is a continual ion of U.S. Serial Number 08/381, 
52«, nicd ort Januiiry 31, 1993. now nlwnd^^^^ 



4. i hnvc reviewed the ciisclosiiro of the present application, with particular emphasis 
on the supjiort (n the application ns (liod for the prcparation and generation of antibodies 
aRttiftsl human and mouse DnC-205 proteins. 

5. '11)0 present application ehims a method of enhancing the developnfient of 
lalerancc to a prc*sclecicd onllj^on for whicli toieroncc is desired in a mammal comprising 
ex|K)sine cx vivo or in vivo dendritic cells froin said nioiiimal to a conjugate comprising said 
prc^scicclcd antigen covatcntly t)ound to an antUhuman pIX:-20S antibody or an anli*murinc 
Di;C-203 antibody tliai blnd> to ^Ulnan dCC«205 under conditions that promote dcmlrilic 
ccilHuicsiccnco. Moie pailfcalirly/^^^^^ onUgcft K selected from the group 
consistiiig of aUergens. autoanti^ctis aiid antigens participating in allogniii rejedion. tlie 
liunian 13[:O305 protein lias a carlx)?qr te^) jj^ ami amino teimlnal amino acid sequaicc as 
disclosed in the parent appllcatloiu Uls Jierlal Number 09/586 JH Tiled on June 5. 2000, as 
SKQ ID NOs.: 1 ond 2. rcspcclivcly- Furthcmioie, as noted in the parent application USSN 
O9/S8&,70-t the tirst 19 amino acid i^siducs of^e amino terminal human OBC:-20S, protein 
(designated as SHQ ID NO: 13 in the pai^rtl applicolipn) were used to generate anlibodies 
ihar rencled with human 0110-205. The sequences irpm the parent application have-tipw 
bi\in Ihelutfcd in the iMtiucvico /isting fbr tho present application and arc designated as SlCQ 
II) NO: 7 for the carboxy lennhwi, Sf^Q jO NO: 8 jpr Uic amino teminal, and SHQ ID NO: 9 
tor Uio first 19 amino acids of thi ani'ino tcmlnal usSd for arUibody generation. 

6. Tlie subject matter oNic pi^^ ajjiplioatioh was based on work perfornfied in my 
K^bonitory, whereby llie human D^{6^205 moiccu was cloned and expressed (Gwo, M.. 
Oong. S., Marie, Misulovih, Pack* M., NUjiiiJtc, K., Nusscmjwci& M.C. & Stdnman. 
It; C2000), A monoclonal iuillbody .lojUie PFA?OJ cndt^riw humon UehdrW© 
wll^ l/tf/Mfoi rmmunoiogy 6 1 :729-7«i; ^irtl-hiimiiii DI:C-26s antibodies wcit Ihcn . 
prciS by inuniinl/tns mjlmais WlOi'lio hrst l!> anilno acid wslducs from ihc N tcfminol 
fraiji\wm of U» clowcd humun I>KCr2p5 prolcm^ 

1. To surtinariM br leflV, ihcclonjivg of human DUC-20S was done through use of a 
cDMA nngmcnt of the 3' portion of nitSisc mC-lOi. This was used to screen a human 
lyinphocylc nod thymus cDNMiliraiy using standard procedures known to those sliIlM in 
liw art. In piirtitrular, IbceONA rragmcul of mouse I)EC-205 was used lo screen a human 
lyinphocyio matchmaker cDNA Hbraor (iiOV-transformcd human peripheral blood U 
lyiiiphocyica) and a human Ih^iuis 5*-siretcU plus cDNA libraiy in aOgtlO vector (Clontcch 
Mboratorlcs. Palo Alto. CA. USA). P6s;itW« clones were IdcnUilcd by DNA sequencing on 
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both Mraiids usfrtfi Scqiiciusc (United Stale nioclicinical, Cloveiand» OH, USA), or ihc dye 
(Ictcrniiiutur kit (IT. Applied hlosyiitcins, Foster City, CA, USA) and automated sc(]uencmg 
(Api^pllcd niosystcms n»odcl 371). Tlic liuman cONAs were expressed In pBF-BOS 
rnodificd to carry a 3' human Fo rrpgniciit that was In Tramc widi the insert. I)EC-20S lender, 
CR domoift, and Fnll dotmms wrc amplifi^ from plasoiids by 1»CR using 5' MGSI priniers 
and J M(J33 primers. .'Itic 3!-rpririicr contains a Spel site, while the 3' - primer conlains a 
Not itile aiid code<i for PRR at the Junction point of DGC*205 and the Fc tag. llie human 
pl:C-203 Fc fusion protein was prufloced by tr^lcnily transfccting 293 cells using calcium 
(Phosphate mcd^tod gcn^ transf^^ was ptirilled on ixotoin A sepharosp 

and w{i3 ili^ used io inject miiro. i'otto^^^^^^ booster )n)edi(ms, 

for antibodies that reacted wifli the (^^^^ domain ofthe human l)liC»20S molecule using 
Western blot pnxcdiirrs. AAcrwanlM|tc spleeiis wcit harvested from those animals showing 
a positive nation and were fused with Sl^'d cells. The supematants were screened by 
WJSA, dot blot Jhyims tissue sialiUoS^ Cell cloncs that secreted anti- 

hiihian Of X>205 antibodies were iurt^ 

8. I he prosetit af^HcaHoti teaches methods for inducing tolerance by conjugating an 
•ftll(;eh to a 0110^205 antibody fc^- ifirgctjng b tto PEC-^ receptor on spociflc cells, sucli 
AS dendritic ccib, under cbnditio«is tliot p^ deridritte ccli quiescence. The antibodies 
lhat react wilii Ihc |)I^C»203 prptoins,rin pflfticuhi^^^ aniibodies, were 

jwparcd using the first 19 aminQ Iwjdj^^^ tcnnirial end of the cloned 

human miC-205 protein, as describ^ 

09/586,704. and fuiUicr aUv^ted to iii 1%^ lliuaf, it is my belief that the disclosure 

oftlic present ap|iltcatton provides iitt^cic^ wHttdn description for a person skilled in the art 
loprci^tfc Mich anillK)dics that n^cvvf^^ protein as presently claimed. 

1 hereby dectorc ihnt alf siiiSmWU 'made herein of my ovm knowledge ore true and 
that ail slatemcnls made on informalipn W?tl belief are believed to be true; and further, that 
these stflteinciili were made willi tltc knowledge that willful false statements and the like so 
nmde arc imnisliablc by fine or imiyisoninpht, or both, under Title 18 ofthe U.S. Code, 
Scc4ion 1001. and that such willful false statements may jeopardize the validity of this 
ftl^llcatlon or any paietit issuing ihcrebi^ 
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